(i) Lipids (75 to 100 mg) were refluxed with 10 ml of w/v/v) for 30 min; the mixture was shaken with 30 ml of petroleum ether (boiling point, 38 to 51 C) and 20 ml of water in a 125-ml separatory funnel. Lower phase was acidified to pH 2.0 with 50% H2S04, and fatty acids were extracted with 30 ml of petroleum ether. The solvent was removed with a stream of nitrogen, and fatty acids were esterified with 5 ml of BCl3 (10%) in methanol (Applied Science Laboratories, College Station, Pa.) by the method of L. D. Metcalfe and A. A. Schmitz (Anal. Chem. 33:363, 1961).
described.
Trypticase Soy Broth (BBL) was chosen as standard culture medium because of low lipid content (C. K. Huston and P. W. Albro, J. Bacteriol. 88:425, 1964 ; P. Macleod et al., J. Bacteriol. 83:806, 1962) and the ability to sustain a variety of organisms. Eighteen-hr broth cultures of bacteria were transferred to Roux flasks containing 3% agar medium. The flasks were incubated for 24 hr at 37 C. The cells were washed off the agar with 0.85% NaCl, centrifuged at 1,750 x g, and washed free from the medium with saline. They were then dried in vacuo over CaC12, powdered with mortar and pestle, and suspended in 30 volumes of CHC13-CH30H (i) Lipids (75 to 100 mg) were refluxed with 10 ml of w/v/v) for 30 min; the mixture was shaken with 30 ml of petroleum ether (boiling point, 38 to 51 C) and 20 ml of water in a 125-ml separatory funnel. Lower phase was acidified to pH 2.0 with 50% H2S04, and fatty acids were extracted with 30 ml of petroleum ether. The solvent was removed with a stream of nitrogen, and fatty acids were esterified with 5 ml of BCl3 (10%) in methanol (Applied Science Laboratories, College Station, Pa.) by the method of L. D. Metcalfe and A. A. Schmitz (Anal. Chem. 33:363, 1961) .
(ii) Lipids were directly esterified with 5 ml of 1.0% HiS04 in methanol by refluxing for 30
min followed by addition of 3 ml of water. Esters were extracted with 10 ml of CHC13. 
